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o^f;v«^o Wilt 37t7l>>^i:^ril, H3&mi4* © V v * 

aoiftT-fe^Mb^tf izMU^mmm s *t-c % ma t jekm lx t mff 

**** (^ttti) o wm«*twi:il^^J >SM 

(HBHA) * <75 ^ V y ^iMMO * f- Mb l<Z X *) 7 U y T ~H KM 

LT&jfrHi&if L"CV>£ tv^fSUS (»«2) .IC T 5 ^ T v JV-tRNA 
55^tf)GTP#tf?BJ&y #y-A|§^-^B^*i"^Elongation factor la (EF-1 « ) t~35V>T 

friftfc 3 #M) ^ ^ Mb n x *) ef-1 « ®tt)i«tai $ fc ■$> h ($m?ftjcfflt 

< , 9 yj*9w<o* f-;Wfc£ £&mmfflm&¥(omm!kfcnx'£m%i9tm*%ztz l 

[0 0 0 4] 

9 y^9M^mmikmM^mir^m^^t LTf±, ^fti^#^fi«j^-/n-^T- 
[0 0 0 5] 

^MH^^TtJlK^tt-rv^^ (SantaCruztt#^ ^TfJlE) > M 
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(10) ^^^^y ^ n-^;v^fr^^^±lfi 1 7!;S6 ov^T^^^ia«c<75^C#o 
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(12) ±E1 1 i:B«^'f/ , J K-vi *W ? 

(13) h ^J^^o^ 31*^^69 ^^-^MkL to triftJgfc Ltfflv« 
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)v v v > « * Birr s * # * - § a o 

fcffiv* 51 TslJlsIS^ (Keyhole limplet) ^v7->, "7VIE 

ilv^tft^Jifc^tWf^V^^ (Abcantt) l±, t ^ h ^^"fSMJStt^ 

^A *#7^r/, HMIiT^rA h9^7x'J>, fn^n7'jy^ 
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K*IIU5e> ttffltii fc#n5Tfg-C&&o -tt^^^ti, P*^«Jfefe (E I AS) > 

* jaIehi ttfttb l# * ^te*«ittt * *l* o ttz, ztih <o%m *m^zztK£t)vz>> 
SE^^ffl k j: * mB,mn^M t%z> 0 

[0 0 2 1 ] 

JJIT> ft^flU C ^ f LTftftffl V> i > / ^ I fc LXXtizstfJ (Keyhole li 
mpet) a^v7-> (KLH) %ffi v^fii^ f ^'J ^ ^M^CM ffL < 

[0 0 2 2 ] 

^^^^^MbL^KLH}±^x.ifmT(0^i£TM^-r4- fc^TJi&o 10 mgOKLHSrl 
ml^^MM (20 mM Na 2 B 4 07. pH9.3) KigflPU 0.5 mgO* HJ * 

[0 0 2 3 ] 

u4 y K^7va^> 1, TiterMax Gold (CytRxtt) f»7vaAV KfclilKtHf, 
[0 0 2 4] 

?fT;V:7 ^y^ 10 ^g/mlOfcKKFBSfciMIU well**: *> 50 a* 10#*-C96^ELISA pi 
ate<75#wellK«lU 4*0^-^*^*0 0.05%Tween 20A19PBS (PBST) -C4hrell* 
M7 7-b^l:fflv^ 0 T^^OfC, 196BSAA 0 PBST^"C^n y * :/ $r fcfro T *> 

&v> 0 •wxvWi&itw.mBmm, ^^(om^t^mm 

f CTlfrM^ <b M 0 , PBSTt?30ffif fc*JR L fcftat't^K * tr 3 o # tL/c±M £PB 
STCtf*y&?!l*ffc»U ^^MKBSA*3- 1 L fcELISA plate<£#wel 11*50 M 11* o«] 
-T*o PBST^ft^U PBSTTSS^^L^W^?^^** 

~£ (HRP) #fft^?*IgG^$fc£#wein::50 ^lfoiM^c MK^?&"e30&K:{S& 

[0 0 2 5] 

(#!) x if SP2/0-Agi4^) , * 0 'jifi/>^'J3-^lv^itl;J;i) ai-fr-*- ^ o «k 
^J»L/c,«£HAT (t^^r-9->^> • 7?^f'J> • *»^aHR*&* 

mtE#2 004-312301 6 
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fomtk^-CfV K-v*#* 0 ±ffi*^^«t <9#£tL*:;W -/y F-^n-^LTS 
MEK3D7 (Sft#-^FERM P-19595) , MEK4E10 (^st^FERM P-19596) , MEK5F7 (Set 
#^FERM P-19597) , MEK2-5A11 ($f£#^FERM P-19593) &EFMEK2-5B11 (Slt#^FERM 
P-19594) |:W*$*Lj^tiff4 C fc^^ &o 

J «; i n - -f )Vm* * # S *6 K 14 , +^ * * W 9 - ±# * « b m I* »- £ 

[0 0 2 7] 

[0 0 2 8] . _ , . 

m ^xm* * mm- %> - 1 § & « ^ f >/^«t«ifc77 ^ -r 

7 A }4#!) x lf£JlTO^"e# Jifc^i*. T ;v T K * * (4N- KKn^^y> 
^5 K^-e^f^h S T # n - * & & v» J± -fe "7 r n - x#<7)g#&i , <7 vlfiLViT^V? 5 
y^ff)^ ft&omzm^te* y^?mttegt%2>9>^?WZWm y [k1r2>o ^x\ 

[0 0 2 9 ] 

_hlBT7 -f protein G, protein A*&vM± Protein L 

ztK£v mux iSoK> i&mj&toiw £ m%w.mk, pvdfm*> ^^-^^ 

;vn-^M^t5¥t, fitfltHJ: «3 Western blotting^^^^ L/^B#^> tt<7)^^^ 
[kife^fl 1 1 
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[0 0 3 2 ] 

i5Uf-;w; y > v ^ ^ ^ 7 ^ n - 1 7* 'J K-^fpM 

MEK3D7 (Sf£#^FERM P-19595) , MEK4E10 (SftH^FERM P-19596) , MEK5F7 (SK 
#^-FERM P-19597) . MEK2-5A11 (£lt#-^FERM P-19593) &tfMEK2-5Bll ($fE#^FERM 
P-19594) ^^^tL^feL^f-^V^^^^^^^^a-^^^^^^' 7 ^ 

[0033] , _ 

^fflco^i: Ltli«i^f-MkL/^*'>^ (Keyhole limpet) ^v7- 
> (J^TKLHtlBm) £fflWc 0 ^^;KbKLH«^TO^tr#mLfCo 10 mgOKLH£l ml 
(O^^m^M (20 mM Na2B407, pH9.3) K»#U 0.5 mgO* ^SHfcTfcSt^ > 'J * A * 

Snx./co ^;v-7'j>H.5 Ad i-r^5£-33#K50«iU m^^-e303-KJ££ 

91* o KB^Tfef^ 51*5^ T:« £PBS Ct^ L fc c 
[0 0 3 4] 

v>7;cD^i±J^T(7)#^«b^c ^ ^;WtKLH«£TiterMax Gold (CytRxtt) fcl 

l~4il^^^Pi*litt. HU£ ^{iHaHI^^^T-p^o -HO^Miti 50-100 
0^-^;HkKLH^«fflL^o KLHtlWl^^-O^lflLYtT^r^ >- (&TBSA 
) «r^f-MkL^t<^*ELISA plateKHfflttU ^W^-CJflLiSf <^>^fflfi^-t#* 
fcBLfc^ 5^n-^hwM^04Htu^PBSTit»L^^^MkKLH«r«rt^> 3 Bill 
icJUB-Mrt^-^-LTt (^#Si±> 100 ^g/mouse) 0 
[0 0 3 5 ] 

^ m^mommt^y^m^fr^tzo Ymhmm^mx^^Mt\,tz^^M.-mr^ 

y^^^lO ug/ml^iftJKKPBSK^fllU well^fcl9 50 /u 10#fi-e96/tELISA plateO 

^wellK^iJtlU -»*L£o 0.05% Tween 20 A ^ PBS (PBST) "C&wel 1 

7 7-fe^:ffl^: 0 ^jflLJiMM^^^fv^ PBST-e30>ftH^Lfc^9t^^l*tro /c 0 

tL^_L**PBST-C^^J*f^«L, > ^-MtBSA* 3- V L/iELISA plate^^well 
K50 /ul-f-offiMLtZo MU-e30frKtiS^ PBSTe»U PBSTTOT H^L^H#7 
-9-e^;V^-^v^-^f (HEP) ^mfitv<7^IgG^^^-welHC50 /ilf^iM^o 

[0 0 3 6] _ „ 

n--7SP2/0-Agl4(7)lX10 7 iifc, #U .xf-v >^'J 3 -;i/£fflv>& - ^ KJ: «9 fflfe^U^o 

[0 0 3 7] 

#£,tW^W K-v^ n->MEK3D2, MEK3D7. MEK4E10, MEK5F5 N MEK5F7. MEK2-1A 
3> MEK2-1H9^ MEK2-5A11, MEK2-5BllXmffiK2-5GlS*^«#^ T W V ^ 7l±^tL^ 
fr. IgG2a«. IgGl/c, IgGl*> IgG2aA. IgG2aA, IgG2aA. IgG3 * . IgG2b * , IgG2aA 
JttFlgG2a A -e&o/io 

[0 0 3 8] _ 
Z.<Dm.fcLXnbtitz^4 ?V F-^<7?^*-ttt^^> protein Gx? ~y A "Cffi 

[«M 2 ] 
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[0 0 3 9] 

afett) -aafc. ^f-MbKLH^, miaa»±o.i5 mg/Eojflfi-e, 20@^<b5ia@tto.3 

Dim Lfc o »vtii2^^ftT-118 mlWb^o 

[Hiftfii 3 ] 

[0 0 4 1 ] 

[0042] y _ . 4 « 

*-8»fcU-C, BSA£@ffl<tLfcffi#4:ffcSLrt:o Hffl<k^l±, Pierce1±cDAminol ink I 
mmobilization kit*fflV^ Q 7^ Kt"ffittft$ T *Tn - *ffl#2 ml £ 5 mlOc 
oupling bufferT-Wfb^, coupling buffer 2 ml«^L^10 mgOBSAfc^flllLfco J 
K200 ,ilOreductant*ifc*ini*.. M-?6l$IBItt#3*fco ffi#*5 ml^coupling buff 
er-C^'Mfe, 1 Mx^y-;l'7 5 ^=8:5 mlfln>U 200 ^ l^reductant*ifc*2fll;c.fcife, S 
fi^O^RjIsS^fco KJfcifcT^ 5 mlOwash solution^ EI 0.5 M*7f«f 

ft (pH9 4) ft Ltzo K W > ft, 2 ml <?> * <7 % L £2 mg<7)NaBH4 * 

L, HK*^y^%2 ^iro5^*^5E«Jnbfco M"C30#£O6*:3ft«>*:^ PBS 

[0043] _ „_ . , . 

j&^ASrPBS-CSFff^ft. »«48 ml^PBS 48 ml ^^1:777^ Lfc 

o 10 mlC0PBS-e^^, PiercettOlgG Elution buf fer-Ci&ffi Ltz (1 mlX1077* va 
» o *75^Va >Sii$^^100 ^ lOlM Tris-HCl, pH7.4T?*$! Lfco 280 nmOjft 
f;Jt t ^ > A" ^ f Otffi LT 7 7 ^ V 3 > ■/->!/ Lfclfefc, W3S*7A 

(Amersham Bioscience*!, PD-10) ^»**FBSfc*aiL;fc„ £*LKJ:*K Jfc*^/n;S> 
> ^ *° U ^ n - JV#L#a0. 2 mg**# 
[0 0 4 4] 

ml * BUS ft te&J?&7 B ftcoilf '&Balb/c^ ? * <DMM ItllO 7 eel ls/mouse cDMEK3D7^ 
yi; K-T|ffl]jfe*a#Lfc (1 ml<7)PBSMvMt It) o 9BfttwV^^*J.-7-^Jft»-e 

_ ^ ^ _ 55, ^ A j- T ^ l/^o PBS-e^itftlgG Elution buffert??§m b/t (1 mli*o 
o #79^'>3>l±50 ^ ICO 1M Tris-HCl, pHS.OT?^) „ 280 nmW«^^ 
©tftt*79^'>3^*i^ 7--;H^ (PD-10) T?»**PBStC*«L 

/ Co - tt^ J: >3 MEK3D7trC^ f ;V'J ^>v-7X^ 7 ^n-f ;v^l#8. 5 mg/H# <b tt/c 0 

mmm 4 ] 

[0 0 4 5] 

# 5, tL/cjiL#/&M ;v y y >wia<^ 757 mse^j n^*-f c ^ ^ ^ y ^ > * m 

{±i|iE# 2004-3123016 
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S3 ^EthZL*:^^ ^n-^^^^.^^^-^^ 1 ; * n-^;v#C##\ BSA, KLH, 

WPer^r/ (ova) o^w^SC. ao'-ttL^ttiBEJfco^^fc^W^^^ 

/WfcLfc&O (<e^*U MeK-BSA, MeK-KLH, ^.OTJeK-OVA) fcHfflftLfcfc tf>K^& 
*/Hfi#ttVvf*L<fe. MeK-BSA, MeK-KLH, ^OTtfeK-OVAOV^-f tL^LT &Sftv»RfSte* 

[HJ&fll 5 ] 
[0 0 4 6] 

^7 s&»*3E£flMH** fc*^ 5 y gfen £ * Strife* L 

fco 10 ^g/ml©«JK©^^-MfcBSA*50 /1 l/wellfflv»TtrWK«:ELISA platefcK* 

1 « g/ml^fii/iWt* Ofe^cDl^fp V y > * U v > *^T£OS£-£> 

Hffifctt-fr-eSfcSM*^*^ HRP «*ffi^**IgGffi#fcJ: D&ffiLfc (£®l±^;vh 

y ^fj^J &<7)k& 19, MEK3D2ttP 'J 

[0047] _ u * - , 

immm 6 ] 

[0 0 4 8] 

ttWjWia^rSKkWWWestern blotting^ J: a#*r . 

j&qfcffl-C iS^if^ 5&*H**** fc* fc. jffllfiiriWMfc (^Western blotting^ J: * ##r&* 
i&LfCo H MIHiaeMlffla^"^*^M0LT-4F*2% SDS, 62.5 mM Tris-HCl, pH 6.8T'nT 
fctffcU 12% SDS#UT^U^T5 Kr;H'30 ft g/lane^ffi** T 7° 7 >f LS^^i*^ 

y ^ n _ ± ;V ^coi#^tiHRP^W^ * * IgG, * W# VP* ~ l-frtf&W&l&IBP 
WttfifcSi^IgGfciRJfcS"^ »^Amersham BiosciencettOECL Plus^fb^Kfeit*^ * 
^vFWUo «*tH5^U, Ht^^ttsaO, ^d^jT^L^v^-ftLO 

mgE# 2004-3123016 
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m K W&lv> * Mb 9 > > JC £ S t> ii & y K * *feffi -c § & i d*** * o Jfc IK© * 

fc, abcamtt^ & Tfr *VC v> * ft* ?^ U S> > "fr U * * - ^ /l/ftfr £ R Ciflfe 
^tlKtilfcRiofc, i/c. H^^14.4k^21.5k^WO^y Klifc 

Z> o 

[«M 7 ] 
[0 0 4 9] 

"SiraKkW <0fc5ftifcl* £ * * 
Wfi: L fcftteK j: v . 8Efc * ^Mb 5 tt^> i h fix * SH 1 ^ * ^ Mb * 1£ttt -c 

ftffi«fc»tfe«r^V^aie*ift*trofeo Elongation fac 
tor la (EF-1 a ) t±^rtO»*3f*«^-f-Mk$tLaifc*«flI?>ttTV>S^*#&50k 

v> 0 fclfc M0LT-4FM * 7 s n x T - ffl##J (Comp 1 ete Mi 

ni EDTA-free, Rochett) fcfin&fclysis buffer (120 mM NaCl. 1 mM CaCh. 0.5% Nonid 
et P-40 50 mM Tris-HCl, pH8.0) XHimtLtzfe, fa* U S> ^ft#MEK2-5BHX« 
TUIRwftEF-1 « tfrffc (Upstate*!, clone CBP-KKl) «rffiv>T&&ifc»*fro *:«, 
W*SDS#'J 'Jf75 KW*Ufd&T®Hlfc, PVDFMK$s¥U HRlWWLfcffi.* 
v>J/L#MEK3D7f fc{±ftEF-laft#-e^mL/Co ftEF-1 affittfcttJB Lfcl&tt, 
fc Lt, HRPWtftfit^^^IgGtfflV^o S&fettAmersham BiosciencettWECL plus ctro__ 
fco fef^iei^to EHi, ^*50kDOjlS^4£^:bT7FL^^co-C*^ 0 HfczF 
Stt*«l^ f-^'J WSu#MEK2-5Bll-C^i*;I*L^ &?>Si> SU^ffi;* V v > 
^L#MEK3D7-e^m $ *L* |W]P# EF-1 « * tft#"C $ tifco — 8EEF-1 « 

ffi#^&&ife»Lfc&©fc&fcft** L *' , J v>*rL#MEK3D7-e^tB$tL^ 0 ELhOtt*li, 
4-0«Lfc*?L* f-^VU v>^#MEK3D7^.W f MEK2-5Bll^v^T^^EF-l « <D * ^;Wb*M£ 

[«1?S 8 ] 
[0 0 5 0] 

M0LT-4F«£9.8M Urea. 0.5% CHAPS. 10 mM DTT^W-fb^ 50 M g<D9 'h* 
P HV>y3-10Ofl*^»t- *5gB©SW*U Mfcl2XSDS#U V *T 5 K 

EK3D7&C J: l) tfcttl Lfcift**:IH 7 fcj^Lfco EU^£ti£®^ £ D *Sfe^>^ * 

1 0 0 5 1 1 

[HI] ift* V A* S ^n-^^gt#o@ffi<b>^-^BSAt*MT*RJE 

tt^ELISAfe^-CW^^ftS^^t^BIo (A) clone MEK3D2, MEK3D7. MEK4E10. MEK 
5F5, 3tU*MEK5F7K i 0 ^ n - ^;VK#^M1"& ( B ) cl 

one'MEK2-5Gl, MEK2-1H9. MEK2-1A3. MEK2-5A11, S.tFMEK2-5Bll^ i IJ M&Z tt2> ~r 

[12] ^f;V'Jy>^t^'J^n-t ;Hffi#<z>@ffl<b;* f - ;VBSA^M1" Z> KB 
14 * ELISAi* fc-CfksfcilfeSfc&LfclSo 

[03-1] * f-MfcXO^^ ^;KbBSA. KLHS.a f 0VAt*j"t*fii> 'J ^ y 
^ n - ^- ^gt#MEK3D20R(Stt *ELISAft K-Ci^fcft* ^^L^Ulo 

ffilE# 2004-3123016 



mm 2003-403313 



^-v : 11/E 



[0 3 - 2 ] * * Mb&O^M ?"MfcBSA, KLHS-t^OVA^W-t **t:^ 'J ^ ^ y 
^n-^-;V^L#(B)MEK 3D7# J: V (C)MEK 4E10<7)^)S1± : SrELISAfet'Til^^|t^:^^ 

[03-3] ^Mb&t^M^MUBSA, raK&mwAWi-a^^v 1 ; 

^n-^;V*fb#(D)MEK 5F5& it) f (E)MEK 5F7<^RJStt^ELISAfeHTP-<^^**^ 
L< H9 o 

^n-^;M5L#(F)MEK 2-lA3*3J;^(G)MEK 2-lH9<75^)S'l4 : SrELISA&^Tp-<^^ 
£^Lfc0 o 

[@3-5] ^ f- Mfc&tf^M ^WtBSA. KLH^^OVA^M-T f"^ V 2> 

^n-^-;Vf/L#(H)MEK 2-5Alli3 i^(I)MEK 2-5Bll<^^t&tt*ELISAfe^TBi^^|§ 

^-j-j |^ 

[03-6] °^ 3 L MkRV t &* ^mubsa. Kuij$.zfomzttlr J-^v VV^J 

?u--j- ;vjrt# ( J) MEK 2-5G1 is £ (K) ^ ^ ^ *° U * n - ± ;v£rC#W RlStt * ELISA& 

[04-2] #l^;HJ v>^#:(B)MEK 3D7i5 «£ If (C)MEK 4E10«Hffi^ f-^BSAK 
[m 4 - 3 1 tit*** ^ v >^l#(D)MEK 5F5& i t>* (E)MEK 5F7^@ffi^^ -^VBSA^ 

tt^zfcfcm-tt-r&vvy, *J **twvy, ^f;wjyystf>^f;vj 

[04-4] Wi* V v>^(F)MEK 2-1A3& X (G)MEK 2-lH9tf>@ffi<l^ ^BS 

[0 4-5] £n^f-JWj v>-#M£(H)MEK 2-5A11 jo J; U ? (I)MEK 2-5Bll<Dmmt* 

[04-6] 3tl^;wJ v^^l#(J)MEK 2-5GlisJ;tJ f (K)^^^^ 1 ^n-^;vtn J # 
^Sffi^^f-^BSA^-r^Mtt^i-^V^v, t^^'J^^ v^f-;vu 

[0 5 ] MOLT^FM^MJ't'^ f-^V VV&M* « ^Western blotting 

£ y ^ n - f - ;i4/C#$: *° V ^ n - ^ ;v#Q#-«tf5 L fc^* * ^ L 

[H 6 ] MDLT^FfflJfe^^*^ <b Jft* ^ 'J ^ >-^L#t tttfCEF-l « #Mfc-e&$E 
ftPf L^^>7°;ix^, v>^#&tmEF-l a ^#^£;?> Western blotting 

[0 7] M0LT-4FMaa"5T^«^-^:7Gm^,W-eSM^> HRP^aMEK3D7irL#T^£li 
Lfc#g*^*L/t0o 
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